. Polarization during interphase in immunofluorescence experiments can be confirmed by blinded qualitative or quantitative assessment. DN3 cells adhered to stromal cells were fixed and stained for tubulin and either Notch1 or CD25, and cells in which the MTOC was recruited to the stromal interface were selected for analysis. The white asterisk indicates the interface between the thymocyte and the stromal cell. Two approaches were used to assess polarization during interphase: qualitative blind scoring and quantitative assessment. For blind scoring, cells were assigned as displaying a polarized localization if the protein of interest recruited to the stromal interface, or not a polarized localization if it did not colocalize with the MTOC at the thymocyte-stromal interface. For the quantitative assessment, ImageJ was used to manually draw regions around each half of the cell (using the MTOC to define the proximal region of the cell) and to quantify the total fluorescence in each half. These values were then used to calculate the PR. n = 2 or 3 (with n number of events shown), and an unpaired Student's t test (P < 0.0001) was used. DIC, differential interference contrast. Bar, 10 µm. One-dimensional PR plots for each of the control and test proteins. A PR cutoff value of 0.27 was assigned based on the spread and grouping of the PR values for control and test proteins. n = 3 independent experiments. Total number of analyzed divisions: Cherry-α-Adaptin, n = 51; and GFP-Numb, n = 63. (C) DN3a thymocytes undergo at least one division before differentiation to DN3b. Sorted DN3a or DN3b thymocytes were labeled with CTV and cultured on OP9-DL1 stromal cells for 24 h before assessment of cell division and CD28 levels by flow cytometry. Numbered boxes on flow cytometry plots refer to the round of division. Figure S4 . DN3 thymocytes divide in a variety of orientations. Related to Fig. 2 . Time-lapse imaging of DN3 thymocytes transduced with Cherry-tubulin and OP9-DL1 stromal cells (GFP positive). For detected thymocyte divisions, the angle of the spindle axis was assessed relative to the interface with the stromal cell. Bar, 5 µm.
